REMARKS 



Reconsideration and allowance of the present application is respectfully requested in 
view of the foregoing amendments and the following additional remarks which have 
addressed all the issues in the pending Office Action or otherwise have rendered them moot. 

Claims 1-9 and 11-12, 16-18 are under consideration in this application. Claim 12 has 
been amended. The claim amendments are in order to more particularly define and distinctly 
claim applicants 1 invention and/or to better recite or describe the features of the present 
invention as claimed. No new matter is believed to be added. 

Claims 16-18 stand rejected as allegedly not directed to patentable subject matter 
pursuant to 35 U.S.C. § 101. 

Claim 12 stands rejected under 35 U.S.C. § 1 12, first paragraph, as allegedly failing to 
comply with the written description requirement. Also, claims 1-9, 1 1, 12, 16 - 18 stand 
rejected under 35 U.S.C. § 1 12, first paragraph, as allegedly failing to comply with the 
enablement requirement. 

Claims 1-9, 11, 12, 16-18 stand rejected under 35 U.S.C. § 1 12, second paragraph, 
as allegedly indefinite for failing to particularly point out and distinctly claim the subject 
matter which Applicant regards as the invention. 

Amendments to the Specification 

Examiner deems reference to the comparison procedure (i.e. greedy algorithm/high 
speed algorithm) described in Zhang et al. as essential material for comparing nucleic acid 
base sequences/consensus sequences and to then determine whether those nucleic acid base 
sequences/consensus sequences should be assembled. 

In order to cure the allegedly improper incorporation of essential material by 
reference, Applicants have amended the specification to include relevant portions of the 
Zhang et al. material. 

This material being inserted is the material previously incorporated by reference and 
the amendment contains no new matter. 

Claim Rejections Under 35 U.S.C. § 101 

Claims 16—18 stand rejected as allegedly not directed to patentable subject matter 
pursuant to 35 U.S.C. § 101. According to the Examiner, the claim recitation of the use of 
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greedy algorithm without setting forth any steps involved in the process, results in an 
improper process definition. 

By virtue of the amendment to the specification clearly and specifically stating the 
means by which the well known greedy algorithm may be used in comparing the similarity of 
sequences pursuant to the novel sequence assembly methodology of the present invention, it 
is believed that this ground for rejection is now moot. Applicants respectfully ask that it be 
withdrawn and the claims allowed to proceed to issuance. 

Claim Rejections Under 35 U.S.C. § 1 12. first paragraph 

Claim 12 stands rejected under 35 U.S.C. § 1 12, first paragraph, as allegedly failing to 
comply with the written description requirement. According to the Examiner, there is no 
apparent support for the broadly encompassing language, "sharing an identical key." 
Applicants disagree that the complained of phrase conveys notion of indefiniteness as 
claimed by the Examiner. The fact that a partial sequence obtained from the tail end portion 
of each sequence is the "key" is described in the specification, page 14, lines 15-17. 

However, in order to advance the prosecution of this Application, the Examiner's 
suggestion on how to modify claim 12 has been taken under advisement and claim 12 has 
accordingly been amended. As such, Applicants respectfully ask that this ground for 
rejection be withdrawn. 

Also, claims 1-9, 1 1, 12, 16 - 18 stand rejected under 35 U.S.C. § 1 12, first 
paragraph, as allegedly failing to comply with the enablement requirement. The Examiner 
contends that the comparing step of the process claims was not adequately enabled by mere 
recitation of the greedy alignment algorithm. Applicants had argued that greedy algorithm 
was old and well known in the art. Again, the Examiner's suggestion has been considered 
and, Applicants have incorporated what the Examiner deems as essential material into the 
specification in order to obviate this ground for rejection. As such, Applicants respectfully 
ask that this ground for rejection be withdrawn. 

Claim Rejections Under 35 U.S.C. § 1 12. second paragraph 

Claims 1 - 9, 1 1, 12, 16 - 18 stand rejected under 35 U.S.C. § 1 12, second paragraph, 
as allegedly indefinite for failing to particularly point out and distinctly claim the subject 
matter which Applicant regards as the invention. 

Claims 1, 2 and all claims dependent therefrom recite the term "similar" which the 

Examiner deems as implying an unclear range of values or set of criteria that Applicants 
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regard to establish the "similarity" of sequences being compared. Applicants respectfully 
disagree and traverse as follows. 

What is "sufficiently similar" depends on how users interpret the identity of two 
compared sequences calculated by the greedy algorithm published in Zhang, et al. In general, 
a system which compares nucleic acid sequences only calculates the ratio of identical bases 
between two sequences, without determining whether they are similar or not. The 
appropriate threshold of the identity cannot be indicated in advance; since it varies 
depending on the type of given sequences (partial sequences of a long sequence, homological 
genes of different organisms, the same sequences with sequencing errors, etc.). Therefore, 
users are responsible for choosing an appropriate threshold. 

For any criterion for "sufficiently similar", this invention provides a fast method that 
conducts clustering and assembling for a large number of sequences. Applicants respectfully 
ask the Examiner therefore to construe the word 'similar' in light of the process itself. If the 
Examiner has used any of the commercially available sequence alignment programs, the 
Examiner can appreciate that the programs are based on user defined similarity scores. 
Again, for a user defined similarity score, this invention provides a very fast method that 
conducts clustering and assembling for a large number of sequences. As such, Applicants re- 
assert that there is no longer a basis for this ground for rejection and that it be withdrawn. 

Regarding claim 5 and its dependent claims, the Examiner asserts that "fixed-length 
partial sequence" is vague and indefinite because it implies a defining range or criteria. 
Applicants respectfully disagree. 

The length of fixed-length partial sequences, denoted by s in the specification, is a 

user parameter. This is the reason why Applicants did not indicate any definite value in the 

specification. Further, in the specification, Applicants presented a user interface to get a 

definite value of s (page 28, line 15 to page 28, line 15). Further, in the part of the 

specification which the examiner cited (page 13, line 9 to page 14, line 8), Applicants 

provided ample guidance to selecting the values of s and c. As stated in equation 1 of page 

13, s is a logarithmic function that depends on K (the number of partial sequences selected 

from each sequence), N, the number of input sequences and c a user specified number which 

is the upper limit of the expected value of the number of exact matching which can be found 

after each reference to the fixed-length partial sequence table 103 regardless of the presence 

of the true overlap between the input sequences. With such guidance, ample as it is, 

Applicants respectfully assert that the definition of s which was clearly reduced to a simple 

mathematical formula cannot be vague and indefinite and request that this ground for 
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rejection be withdrawn. 

Finally, the Examiner's indefiniteness rejection of claims 16 - 18 for allegedly mere 
recitation of greedy algorithm has also been addressed in the foregoing and should therefore 
be withdrawn. 

Byway of concluding remarks, Applicants are well aware of the interdisciplinary 
nature of the invention herein disclosed, inviting both an appreciation of biomolecular 
sciences and information sciences. Applicants believe that they did not only meet, but 
exceeded the standards ordinarily required in disclosing software inventions and respectfully 
request the Examiner to accord the Applicants the lexicographic privileges necessary to 
adequately describe this bioinformatics invention. 



Applicants believe that all the grounds for rejections and objections have been 
adequately traversed or rendered moot by the foregoing amendments and remarks and 
earnestly solicit that the instant application be sent to issue. Should there be any outstanding 
issues requiring discussion that would further the prosecution and allowance of the above- 
captioned application, the Examiner is invited to contact the Applicant's undersigned 
representative at the address and phone number indicated below. 



Reed Smith LLP 

3110 Fairview Park Drive, Suite 1400 
Falls Church, Virginia 22042 
(703) 641-4200 

September 6, 2005 

SPF/JCM/TJH 



Conclusion 



Respectfully submitted, 




Stanley P. Fisher 
RegistrationJSrumber 24,344 



Toni-Junell Herbert 
Registration Number 34,348 
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Appendix B: Marked-up Version of Substitute Specification 
METHOD AND DEVICE FOR 
ASSEMBLING NUCLEIC ACID BASE SEQUENCES 

BACKGROUND OF THE INVENTION 

Field of the Invention 

The present invention relates to a method for clustering and assembling a large 
number of nucleic acid base sequences at a high speed. 




Description of the Related Art 

The completion of the base sequence determination of human genome has been 
announced by international joint projects and an U.S. venture company in June of 
2000. With improvements in DNA sequence determination technology such as the 
widespread use of a DNA sequencer utilizing four colors of fluorescent dyes or 
capillary, complete genome sequences of several tens of varieties of microorganisms 
including E. coli and S. cerevisiae and multicellular organisms such as C. elegans or 
D. melanogaster have determined, and draft sequences of the human genome have also 
become available. In addition, genome projects on various kinds of organisms such as 
mouse and rice plant are in progress. 

While the analysis of the genome sequence proceeds, an analysis of mRNA is 
also conducted in order to study genes being expressed. mRNA is a sort of RNA 
which is produced from genome DNA upon gene expression and is a substance which 
is essential in the course of functional expression of the gene. mRNA which is easily 
degraded is frequently analyzed in the form of cDNA because mRNA can be easily 
converted into cDNA, which is more stable than mRNA, through reverse transcription. 
A sequence obtained by single-pass sequence analysis of cDNA is referred to as an 
Expressed Sequence Tags (ESTs). ESTs can be utilized for various applications and 
one of them is to obtain an mRNA sequences. 
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FIG. 13 schematically illustrates a clustering and assembling processes of the 
ESTs derived from mRNAs. 

When mRNAs are converted into cDNAs 1301, it is difficult to obtain full 
length cDNAs including 5'-ends, thus the resulting ESTs 1302 based on the cDNAs 
become sequences in which positions of the Spends usually vary as shown in FIG. 13. 
When ESTs derived from a cDNA library prepared from all RNAs of a cell or tissue is 
analyzed, only a set 1303 of ESTs can be obtained. Therefore, it is impossible to know 
in advance that which mRNA has contributed to a given EST. In a sequence set 1303 
made by collecting ESTs 1302, sequences are combined (assembled) to each other 
based on similar parts 1305 thereof and divided (clustered) into smaller sets as 
symbolically indicated by arrows 1304. This process allows for identification of 
ESTs obtained from the same mRNA, and further, sequences 1306 can be obtained 
having partially reconstructed mRNA sequences. 

As for human, it is said that more than a hundred thousand of mRNAs exist 
corresponding to the number of proteins, so that it is ideal to obtain assemblies 
corresponding to the respective mRNA sequences by clustering and assembling the 
input sequence data including ESTs. Presently, about 3.9 million sequences of 
unprocessed human-originated ESTs and about 1.5 million sequences of human 
including ESTs partitioned into a set of gene-oriented clusters are stored in a database 
managed by a U.S. public institution. As a focus of the study shifts to the gene 
function analysis with the progress of the genome sequence determination, it is 
expected that the number of sequences derived from mRNA required to be analyzed 
will be further increased. 

The assembling technology is also essential for the genome sequence 
determination. The determination of genome sequence primarily uses a shotgun 
method. In the sequence determination by a shotgun method, a long DNA is separated 
into lots of smaller fragments which are to be cloned, a sequence of each fragment is 
determined, and the sequence assembling is conducted to determine the entire 
sequence. For example, a genome sequence of E.coli has about 4639K bases, and its 
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sequence determination by the shot-gun method with a redundancy of 10 usually 
required requires assembling of 4.639x1 0 6 x 10/500=9.278x1 0 5 sequences, 
considering that a length of the sequence obtained through a single electrophoresis on 
a DNA sequencer is about 500 bases. On the other hand, genome sizes of higher 
organisms such as C. elegans, mice, and humans are greater than that of E.coli by two 
or three orders of magnitude, so that it is estimated that the number of sequences 
required for the genome determination will reach a ten million to a hundred million. 
As the determination of genome sequences of various organisms will be continuously 
conducted in future, the number of sequences subjected to the assembling is expected 
to be further increased. 

As for the huge number of nucleic acid base sequences, it is difficult in view of 
a computation time to study the interrelation among respective sequences and to 
conduct the clustering or assembling thereof. A primary problem in clustering and 
assembling sequences is how to search for their overlaps between sequences 
efficiently. If the search for the overlap is simply conducted on all pairs of sequences, 
it requires to search combinations on the order of the square of the number of 
sequences, so that an increase in the number of sequences leads to a substantial 
increase in the processing time. However, the order of entire processing of clustering 
and assembling is desirable to be extremely lower than the order of the square of the 
number of sequences. 

Among approaches of efficiently searching for an overlap for the clustering and 
assembling is a method described in Huang, X. and Madan, A., Genome Research, 
9:868-877, 1999. However, the number of overlap required to be processed still 
reaches the order of the square of the number of sequences, so that entire processing 
of clustering and assembling also reaches the order of the square of the number of 
sequences. The number of sequences subjected to the clustering and assembling 
processes has been continuously growing, and it can be expected that the number will 
further continue to grow. 
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In view of such problems in the prior art, an object of the present invention is to 
provide a method and a device for clustering and assembling sequences in a certain 
computational complexity which is on the order of less than the square of the input 
sequence number, and for clustering and assembling a large number of nucleic acid 
base sequences at a high speed. 

SUMMARY OF THE INVENTION 

The present invention provides a method for assembling nucleic acid base 
sequences as described below, in order to efficiently search for overlap for clustering 
and assembling the sequences. 

Thus, a method for assembling nucleic acid base sequences according to the 
present invention comprises the steps of: moving a window of fixed length along a 
first nucleic acid base sequence and simultaneously searching for a second nucleic 
acid base sequence which has a partial sequence at a terminal region thereof matching 
with a sequence defined by the above described window; determining whether the 
second nucleic acid base sequence searched in the above described step and the first 
nucleic acid base sequence can be assembled or not; and assembling the first nucleic 
acid base sequence and the second nucleic acid base sequence if the above described 
step determines that the second nucleic acid base sequence and the first nucleic acid 
base sequence can be assembled. 

A method for assembling nucleic acid base sequences according to the present 
invention also comprises the steps of: moving a window of fixed length along a first 
nucleic acid base sequence and simultaneously searching for a second nucleic acid 
base sequence which has a partial sequence at a terminal region thereof matching with 
a sequence defined by the above described window; determining whether the second 
nucleic acid base sequence searched in the above described step and the first nucleic 
acid base sequence can be assembled or not; and the first nucleic acid base sequence 
and the second nucleic acid base sequence are assembled if the above described step 
determines that the second nucleic acid base sequence and the first nucleic acid base 
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sequence can be assembled, in which the nucleic acid base sequence assembled in the 
above described step is used as a new first nucleic acid base sequence to repeatedly 
carry out the above described steps. 

A method for assembling nucleic acid sequences according to the present 
invention also comprises the steps of: entering identification information about each 
of a plurality of nucleic acid base sequences and a fixed-length partial sequence 
located in a terminal region of the above described nucleic acid base sequence into a 
table, both of which are associated with each other; constructing a first consensus 
sequence based on a first sequence; searching for a nucleic acid base sequence which 
has a partial sequence matching with a part of the consensus sequence with reference 
to the table; comparing a sequence adjacent to the above described partial sequence of 
the nucleic acid base sequence searched in the above described step with a sequence 
adjacent to the above described partial sequence of the consensus sequence, and 
determining whether the searched nucleic acid base sequence can be assembled to the 
consensus sequence or not; and, if the above described step determines that the 
searched nucleic acid base sequence can be assembled to the consensus sequence, 
assembling the above described nucleic acid base sequence to the consensus sequence 
so as to reconstruct a consensus sequence. 

As a first sequence for constructing the first consensus sequence, a sequence 
whose base length is the longest among the unprocessed nucleic acid base sequences 
is selected. Preferably, an entry which is related to a nucleic acid base sequence 
assembled to the consensus sequence is deleted from the table after each assembling. 

A method for assembling nucleic acid base sequences according to the present 
invention also comprises: a first step of sorting a plurality of nucleic acid base 
sequences in descending order of their sequence lengths; a second step of entering 
identification information about each of the plurality of nucleic acid base sequences 
and a fixed-length partial sequence located in a terminal region of the above described 
nucleic acid base sequences into a table, both of which are associated with each other; 
a third step of selecting one of the nucleic acid base sequences whose sequence length 



is the longest among the plurality of unprocessed nucleic acid base sequences and 
constructing a consensus sequence; a fourth step of moving a fixed length window 
along the consensus sequence and simultaneously searching for an unprocessed 
nucleic acid base sequence which has a partial sequence matching with a sequence 
defined by the fixed length window with reference to the table; a fifth step of 
comparing the consensus sequence with the unprocessed nucleic acid base sequence 
searched in the fourth step, and determining whether the both sequences can be 
assembled or not; and a sixth step of, if the fifth step determines that the both 
sequences can be assembled, assembling the nucleic acid base sequence searched in 
the fourth step to the consensus sequence so as to reconstruct a consensus sequence, in 
which the fourth step to the sixth step are repeated until the fixed length window 
completes the scanning throughout the consensus sequence, and the third step to the 
sixth step are repeated if unprocessed nucleic acid base sequences still remain. 

The above-described method can comprise a step for specifying the number of 
the fixed-length partial sequences to be entered into the above-described table, for one 
nucleic acid base sequence. 

Also, the above described method can comprise a step of designating a range of 
the terminal region of the nucleic acid base sequence from which the fixed base length 
of partial sequence to be entered into the above described table is extracted. 

A base length of the fixed base length of partial sequence to be entered into the 
above described table is preferably at least 10 bases or more and preferably 32 bases 
or less which can be represented by two words in case of a computer using a 32 
bit-word and also represented by one word in case of a 64-bit computer, because it 
requires to minimize the number of entries which are independent of the overlaps 
between sequences detected at the time of table reference in order to prevent a 
decrease in processing speeds. 

More preferably, the above described method comprises a step of specifying an 
upper limit c to an expected value of the number of entries which are searched upon 
once referencing the above described table and determined not to be able to assemble 



to the consensus sequences, in which if the number of the plurality of nucleic acid 
base sequences is N and the number of the fixed base length of partial sequences 
selected from each nucleic acid base sequence is K, an integer s satisfying the 
following expression (1) is the base length of the fixed base length of partial sequence 
to be entered into the above described table. 

Preferably, a two-way list is used for a data structure storing the consensus 
sequences. 

It is also preferable to represent the fixed base length of partial sequence by the 
fixed number of computing words which are independent of a length of the above 
described fixed base length partial sequence. A result of clustering is preferably 
outputted after each completion of the clustering, without accumulating the result in a 
main memory of the computer. 

Further, it is preferable to utilize only entries corresponding to a partial 
sequence which occurs a previously specified number of times or less in the above 
described table. 

The present invention also provides a graphical user interface for conducting 
selection of the input sequence required for conducting the assembling (clustering) 
process according to the above described method, input of parameters, display of the 
progress of the clustering and assembling processes, and display of the result. 

A device for assembling nucleic acid base sequences according to the present 
invention comprises: input means for inputting parameters associated with a 
fixed-length partial sequence which is set in a terminal region of each input nucleic 
acid base sequence; means for entering identification information about each of a 
plurality of input nucleic acid base sequences and a fixed-length partial sequence 
extracted from the above described nucleic acid base sequences based on the 
parameter input by the input means into a table, both of which are associated with each 
other; means for searching for a nucleic acid base sequence which has a partial 
sequence matching with a part of a consensus sequence with reference to the above 
described table; determination means for comparing the nucleic acid base sequence 
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searched in the above described step with the consensus sequence, and determining 
whether the both sequences can be assembled or not; and means for assembling the 
consensus sequence and the searched nucleic acid base sequence so as to reconstruct 
a consensus sequence if the determination means determines that the both sequences 
can be assembled. 

The input means may have a display for graphically displaying positions of the 
fixed-length partial sequences in the input nucleic acid base sequence relative to 
terminals of the sequences so that a position of a fixed-length partial sequence 
specified by a user can be immediately reflected on the display. 

In addition, the input means may input the number of fixed-length partial 
sequences to be extracted for one input nucleic acid base sequence and the length of 
them. 

The input means may also specify the length of fixed-length partial sequences 
to be entered into the above described table, based on the expected value of the 
number of coincidences detected at the time of referencing the above described table. 

Preferably, the device for assembling the nucleic acid base sequences has a 
display for displaying graphics and/or numerical values representing the frequency of 
occurrence of each of the fixed-length partial sequence entered into the above 
described table. In addition, the device preferably comprises means for specifying an 
upper limit of the frequency of occurrence and means for deleting an entry whose 
frequency of occurrence is beyond the upper limit specified from the above-described 
table. 

Further, the device preferably comprises means for displaying each input 
nucleic acid base sequence assembled to the consensus sequence together with a 
position of the fixed-length partial sequence in the input nucleic acid base sequence 
matching with a part of the consensus sequence. 

BRIEF DESCRIPTION OF THE DRAWINGS 

FIG. 1 represents a basic idea of the present invention; 
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FIG. 2 is a flowchart showing a general flow of a clustering and assembling 
method according to the present invention; 

FIG. 3 shows the reason why partial sequences located at a head end and at a tail 
end are entered into a fixed-length partial sequence table; 

FIG. 4 shows a method for constructing the fixed-length partial sequence table; 

FIG. 5 shows a sequence overlapping status when adding a new member, that is, 
a new input sequence to a cluster; 

FIG. 6 represents the process of a method according to the present invention; 

FIG. 7 represents an example of encoding a fixed-length partial sequence in a 
few computer words; 

FIG. 8 shows a method for extracting a plurality of partial sequences from a 
head end and a tail end of each sequence at the time of preparing the fixed-length 
partial sequence table; 

FIG. 9 shows an example of a main interface; 

FIG. 10 shows an example of an input interface; 

FIG. 1 1 shows an example of a progress displaying interface; 

FIG. 12 shows an example of a result displaying interface; 

FIG. 13 schematically illustrates the clustering and assembling processes of 
EST derived from mRNA; 

FIG. 14 shows a method for storing base sequences by using a two-way list as a 
data structure; 

FIG. 15 shows a method for inserting a new base into a base sequence which is 
stored in a two-way list; 

FIG. 16 shows a method for storing a base sequence in an array; 

FIG. 17 shows a method for inserting a new base into a base sequence stored in 
an array; and 

FIG. 18 shows an example of a configuration of a device for assembling nucleic 
acid base sequences according to the present invention. 
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DETAILED DESCRIPTION OF THE PREFERRED EMBODIMENTS 

An embodiment of the present invention will be described below with reference 
to drawings. 

In a clustering and assembling method according to the present invention, we 
have focused on a property of an overlap between sequences. As shown in FIG. 3, 
overlapping portions 303, 306 between two sequences necessarily include tail end 
portions of one sequences (a sequence 301 and a sequence 304 in FIG. 3) and head end 
portions of the other or the same sequences (a sequence 302 and a sequence 304). In 
the present invention, as shown in FIG. 1, a partial sequence 102 having a length of s 
positioned at each of a head end and a tail end of an input sequence 101 is stored in a 
fixed-length partial sequence table 103. A method for determining the length value s 
will be described later. This fixed-length partial sequence table 103 is referred in 
order to check whether an input sequence overlapped with a certain sequence is 
present or not. When it has been found that a partial sequence 106 of a certain input 
sequence completely matches with a sequence defined by a fixed length window 105 
as a result of referring to the table, whether it is included or not in the same cluster is 
verified by the detailed comparison of the sequences at the overlapping portion. Then 
members are included in the cluster one after another, based on a greedy method. 

Now a method according to the present invention will be described. FIG. 2 
shows a flowchart of the processing. 

First, as shown in FIG. 2, input sequences are sorted in descending order of 
their sequence lengths. This allows for avoidance of a certain situation in which, 
when the overlapping portion between the sequence 304 and the sequence 305 is 
searched as can be seen in FIG. 3, the sequence 304 and the sequence 305 cannot be 
linked together because the sequence 304 does not have a partial sequence matching 
with a head end or a tail end of the sequence 305. 

Next, the process proceeds to Step 202 in FIG. 2 and constructs a fixed-length 
partial sequence table 103. When constructing the fixed-length partial sequence table 
103, partial sequences 102 having a length of s at the head and tail ends of all the input 



sequences 101 is entered into the table 103 as shown in FIG. 4. If the length s of the 
partial sequence is taken longer, the probability of occurrence of coincidence between 
the lengths s can be decreased regardless of the presence of a true overlap between the 
input sequences, so that the processing time can be shorten. However, if the length s 
of the partial sequence is excessively taken too long, the sensitivity for searching for 
an overlap will become lower. In the present invention, the value s has a lower limit 
which is represented by an expression (1) described below, in order to shorten the 
processing time. 

s>-log --(l) 

2 c 

In the above expression (1), N is the number of input sequences, K is the 
number of partial sequences selected from each sequence, and c is a parameter given 
by a user and is an amount specifying an upper limit of the expected value of the 
number of exact matching which can be found after each reference to the fixed-length 
partial sequence table 103 regardless of the presence of the true overlap between the 
input sequences. If the value c becomes larger, the value s can be smaller. Thus the 
length of the partial sequence becomes shorter, so that the sensitivity for searching for 
an overlap can be higher. However, the computing time for processing the 
coincidence matching becomes longer, so that the processing speed decreases. In this 
specification, the base of logarithms is 2. 

When the partial sequence is entered into the fixed-length partial sequence 
table 103, identification information about the input sequence including the partial 
sequence and its position in the input sequence are simultaneously stored. Each set of 
three values, that is, the partial sequence, the input sequence identification 
information and the position in the input sequences as shown in FIG. 4, is called an 
entry. In addition, each of the partial sequence indicated by reference numeral 402 in 
FIG. 4 is called a key. Each entry in the fixed-length partial sequence table 103 can be 
extracted by reference to the table 103 using a base sequence having a length of s 
matching as a key. For implementation of the fixed-length partial sequence table 103, 



a balanced-tree which is a binary-tree such as an AVL-tree is used (G.M. 
AdePson-VePskii and E.M. Landis, "An algorithm for the organization of 
information", Soviet Mathematics Doklady, 3:1259-1263, 1962). 

After entering the partial sequences from the input sequences, every entry 
which corresponds to a key having the frequency of occurrence beyond a parameter F 
(described later) given by the user is deleted from the fixed-length partial sequence 
table 103. Generally, a nucleic acid base sequence often includes repeated sequences, 
so that it is expected that a lot of matching between partial sequences of the lengths s 
which are independent of the true overlap between input sequences may be found. 
Therefore, this processing intends to delete an entry corresponding to a key whose 
frequency of occurrence is extremely high. 

After constructing the fixed-length partial sequence table 103, the process 
proceeds to Step 203 in FIG. 2 and constructs individual clusters. First, the longest 
input sequence is selected, and a cluster of size 1 is configured. Because of Step 201 
for sorting, the longest input sequence can be easily selected within constant time only 
by selecting a firstly appeared input sequence. A consensus sequence 104 of the 
cluster is constructed by replicating the same sequence as the longest input sequence 
selected. On this consensus sequence, a fixed length window 105 having a width s is 
provided. 

A method for adding a new member to the cluster will be described below with 
reference to FIG. 5. As for the cluster which has constructed until then, the fixed 
length window 105 having a width s is allowed to move through the whole consensus 
sequence 104 of the cluster. While moving the window, the fixed-length partial 
sequence table 103 is referred to by using the partial sequence defined by the window 
as a key, and a candidate for the input sequence which becomes a potential member of 
the cluster is searched (Step 204 in FIG. 2). 

Suppose that an exact matching 501 with a certain input sequence 502 is found 
when referring to the fixed-length partial sequence table 103. Only the occurrence of 
the exact matching 501 having a length of s is not sufficient as a condition for adding 
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this sequence 502 to the cluster because this exact matching may occur merely by 
coincidence. Therefore, it should be verified that both of the entire overlapping 
portions 503 are sufficiently similar to each other and the assembling is possible 
without contradiction between them by comparing one sequence with the other (Step 
205 in FIG. 2). In this sequence comparison, a position of the exact matching whose 
length is s between the consensus sequence and the input sequence is apparent, so that 
a high speed algorithm described in Zhang, Z. et al., J. Comput. Biol., 7 (1-2): 203-14, 
2000 is used. 

First, we show a procedure that compares two nucleic acid sequences and 
calculates information to get scores of alignments that indicate how similar the 
compared sequences are. 

1. j<-0 



while i< min{M, N}and a M = b M do i <— z +1 



R(0,0)<-i 



r <_r[0]<-s'(i+i,o) 

5. </<-!,<-£/ <-0 



6 . repeat 

7 . d <r- + 1 



8 . 



9 . 



d l <r~d- 



x + mat/2 
mat - mis 



-1 



fork<^L-\ to U + l do 
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max < 



R(d-l 9 k-l)+\ 1 ifL< k 
R{d-\,k)+\ ifL<k<U 
R(d-l,k+l) ifk<U 



11 . 



j<r-i-k 
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12. ifi>-oo and S l (i + j, d) > T[d l ] - X then 

13 . while i<M,J < N and a i+x = b J+l do 

14 . i <- i + 1; j <- y + 1 

15. R(d,k)<-i 

16. 7' <- max{r + 

17 . R(d,k)< — oo 

18. T\d]*-T § 

19 . L <— min{/: : R(d,k)> -oo} 

20 . t/ <— mzx{k : R(d,k)> -oo} 

21. L <- max {L, max {k : = N + £} + 2} 

22 . U <- min{C/ s min{/: : R(d 9 k) =M}-2} 



2 3 . until L>U + 2 
2 4 . report T l 

This procedure is exactly the same as the one in FIG. 4 of Zhang et ah 2000. 
Notations in this procedure mean the following: 

M Length of the first nucleic acid sequence compared. 

N Length of the second nucleic acid sequence compared. 

i Index that points a base in the first nucleic acid sequence compared. 

i Index that points a base in the second nucleic acid sequence compared. 

a L i th base of the first sequence compared. 

h i 7 th base of the second sequence compared. 

k Variable that represents i-i. 

d Number of differences of two compared sequences found so far. 
d" Number of differences of two compared sequences to be used to prune away 
bad alignments. 
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mat Score given to alignment of each pair of bases that are identical. 

mis Score given to alignment of each pair of bases that are not identical. 

R(d t k) 2-dimensional variable. This procedure sets R(d,k) to the largest i 
such that the best alignment of a i a z-.ai and fe^ ?..^Kj _had d differences. 

TfxJ Variable to be used to prune away bad alignments. 

L Lower limit of k to which the alignment can be extended. 

U Upper limit of k to which the alignment can be extended. 

The result of the comparison is set to R (d.k). Besides, we can retain chest and 
kh ^. the values of variables d and k when the maximum value of T' is first assigned 
(line 16). which also appears in Zhang, et al. 2000. 

With R (d.k). dh^t. and k h ^t, we can obtain a sequence of operations so called 
edit script by the following procedure, 
procedure script (d, k) 

if d>0then 

i4^mzx{R(d-l 9 k-l)+l 9 R(d-l,k)+l,R(d-l,R(d-l,k+l)} 

ifi = R(d-l,k-l) + then 

script (d — 1 , k — 1) 

print 11 delete a i " 

else ifi=R(d-\,k) + \ then 

script {d - 1 , k) 

print " replace a i " byb^" 

else 

script \d - 1 , k) + 1) 

print " insert a t _ k " 
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This procedure is exactly the same as the one in FIG. 5 of Zhang et ah 2000. The 
edit is like "delete a^ replace as by br jnsert b in ...". With an edit script, we can obtain 
the best alignment of two sequences compared, which enables us to calculate the 
identity of the sequences and to assemble them. 

If it is determined by the sequence comparison of Step 205 that both sequences 
within the entire overlapping portions 503 are well similar to each other, the input 
sequence 502 is added to the cluster and the consensus sequence 104 is also modified 
into a new consensus sequence 504 (Step 206 in FIG. 2). An extended portion 505 of 
the consensus sequence is also included within a moving area of the fixed length 
window 105 having a width of s. An entry in the fixed-length partial sequence table 
103, which is associated with the input sequence 502 being added to the cluster, is 
deleted. 

The same process is repeated during the moving area of the fixed length 
window 105 remains on the consensus sequence 104. A completed cluster is 
sequentially output to a file etc. and does not remain in a memory of the computer. 
This process is repeated while the unprocessed sequences which do not belong to any 
cluster remain as shown in FIG. 6. 

This is a main flow of the method of the present invention. In addition to the 
above description, the method of the present invention has characteristics as follows 
for conducting a high speed processing. 

First, two-way list are used to implement consensus sequences 104 (FIG. 14). 
As for a sequence shown in FIG. 14, if it becomes necessary to newly insert a base A 
1501 between a base T 1401 and a base G 1402, pointers adhered between the base T 
1401 and the base G 1402 are removed and adhered towards the base A 1501. On the 
other hand, from the base A 1501, new pointers can be adhered toward the base T 1401 
and the base G 1402 respectively as shown in FIG. 15. This processing can be 
conducted within constant time. If the consensus sequence is implemented by the use 
of a data structure using adjacent memory locations, that is, an array as shown in FIG. 
16, it becomes necessary to shift the bases, which are located in a rearward position of 
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a position into which a new base is inserted, toward the rear and to insert the new base 
A into the created gap 1701 in order to insert one base. Thus an average of the 
processing time becomes an amount proportional to the sequence length. At the time 
of sequence comparison, in order to allow each random access to be conducted within 
constant time, only a sequence region of the consensus sequence 104 which requires 
to be subjected to the comparison is copied onto a region of an array-like data 
structure, that is, a continuous main memory. The length of the sequence region 
copied at this time is below the sum of a value which is obtained by doubling the 
maximum number of gaps accepted at the time of sequence comparison and a sequence 
length of the input sequence. On the continuous memory region, random access for 
any base is achieved within constant time because only a multiplication and an 
addition can be performed as for a position into which a base of the sequence is stored. 

Also, the method of the present invention subjects a sequence whose length is s 
to the comparison conducted within constant time by encoding a partial sequence 
having a length of s into a few computing words. FIG. 7 shows an example in the case 
of a 32 bit-word computer. A sequence having 16 bases or less can be encoded if one 
computing word 701 is used, and a sequence having 32 bases or less can be encoded if 
two computing words 702 are used. If characters other than A, T, G, and C exist, those 
characters are forcefully assumed to be identical to any of the characters A, T, G, and 
C, then encoded. 

Further, the clustering and assembling method according to the present 
invention allows for clustering in which minor errors of bases are acceptable by 
entering not only two partial sequences at both ends of the input sequence but also 
more than two partial sequences of the input sequence into the fixed-length partial 
sequence table 103, in order to deal with sequencing errors which may occur in 
nucleic acid base sequences. Since the partial sequence located near the end of the 
input sequence becomes important for searching for an overlap, K partial sequences in 
total are selected from an area within R bases of each end of the sequence (R is a user 
parameter) and entered into the fixed-length partial sequence table 103. According to 



this method, even if errors occur in a certain partial sequence, it becomes possible to 
find the overlap based on the other partial sequence. FIGS. 1 and 4 show an example 
in which K=2, and FIG. 8 shows an example in which K=6. 

The clustering and assemble method according to the present invention has 
been schematically described. Now, we will describe through theoretical 
consideration that this method is a clustering and assembling method actually 
performed at a high speed and consumed main memory of the computer are also 
limited. The description below will use the symbols as follows. 
N: the number of total input sequences 
D: the number of total bases of an input sequence 

Li: The length of the consensus sequence at the time of completing the clustering of a 
certain cluster i 

Nil the number of cluster members at the time of completing the clustering of a certain 
cluster i 

L: a sum of lengths of consensus sequences of all clusters at the time of completing the 
clustering 

L 1 : The length of the longest consensus sequence among all clusters at the time of 
completing the clustering 

n: the number of clusters at the time of completing the clustering 

Djj: The length of an input sequence of the cluster i, which is added as j th member. 

M: The length of the longest input sequence 

E: The expected value of the number of entries which are coincidentally found despite 
lack of an overlapping portion between the input sequences, after each reference to a 
fixed-length partial sequence table 103 

K: the number of partial sequences entered into a fixed-length partial sequence table 
103 from one input sequence 

c: a user parameter for setting an upper limit of E 

Notation using a capital O which is used in the present invention for 
representing a computing time and an amount of consumed main memory is described 
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in D.E. Knuth, "The O-notation in Fundamental Algorithms - The Art of Computer 
Programming" Second Edition, pp. 104- 108, Addison- Wesley publishing company, 
ISBNO-201-03821-8,1973. 

Now, high speed performance achieved by the method of the present invention 
will be described, supposing that the input sequence data is a random sequence of four 
kinds of bases including A, T, G, and C bases. First, a time which is required to sort 
the input sequences in descending order of their sequence lengths is 0(D+NlogN). 
This is because a time of O(D) is required to determine the sequence length. If a quick 
sort or a merge sort is used, the sorting processing can be completed within O(NlogN). 

Next, according to the method of the present invention, a time required for 
configuring the fixed-length partial sequence table 103 is O(KNlogN). This is 
because the computing time for entering all partial sequences is 0(KNlog(KN)) since 
a balanced binary tree which is a binary-tree is utilized for the implementation of the 
fixed-length partial sequence table 103. If N is sufficiently larger than N (N>K), the 
computing time becomes O(KNlogN). Also, the deletion of entries corresponding to 
a key whose frequency of occurrence is beyond F can be conducted within 
O(KNlogN). 

Further, according to the method of the present invention, a time required for 
constructing the i th cluster only is expressed by the following expression (2). 

f *<i \ 



O (L t + N t ) log N + L t E(M + log AO + £ D o + KN ' lo 8 N 



(2) 



This is because the details of the processing time when constructing only the i 
th cluster becomes as follows. 

1. The computation time required for processing, in which one input sequences is 
selected and a consensus sequence is constructed, is on the order of a length of the 
input sequence. 

2. The computation time required for processing in which the fixed-length partial 
sequence table 103 is referred is 0((Li+Ni-l+ LiE)logN). This is because, firstly, a 
time required for processing in which the fixed-length partial sequence table 103 is 



referred one time is O(logN). Next, an expected value of the number of making the 



reference will be discussed. The reference should be made at least O(Li) times 
corresponding to the consensus sequence length. If matching with a true overlap 
between the input sequences is concentrated on the same position of the consensus 
sequence, the reference should be made further O(Ni-l) times. Aside from this, an 
expected value of the number of finding a coincidental matching is O(LjE). Therefore, 
the expected value of the number of making reference becomes 0(Lj+(Ni-l)+LiE). 

3. If an input sequence which can be added to the cluster is found as a result of 
referring to the fixed-length partial sequence table 103 and conducting the detailed 
sequence comparison, as for the j th input sequence, computation time required for the 
sequence comparison based on the above described high speed algorithm and the 
consensus sequence update is O(Djj), and a computing time required for processing in 
which an entry associated with the input sequence in the fixed-length partial sequence 
table 103 is deleted is 0(KNi logN), so that the computing time required in total 
becomes 0(Dij+KNi logN). 

4. If a coincidental matching independent of the overlapping portion between 
sequences is found as a result of making reference to the fixed-length partial sequence 
table 103, 0(M)-time is required for performing the sequence comparison based on 
the above described high speed algorithm after each finding of such a coincidental 
matching. 

Therefore, the computing time required for entire processing of constructing 
one cluster is proved to be expressed by the above expression (2) through the 
following expression (3). 



0(D n ) + 0(( A + {N § - 1) + LjE) log N) + 0(D iJ + K log N) + O^EM) 
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Therefore, a total computing time for computing all clusters is 
Q((L+N)logN+LE(M+logN)+D+KN logN) from the following expression (4). 



Considering two points, that is, NK/4 A s<c is established because s satisfies an 
expression (1) and E<KN/4 A s (4 A s represents 4 to the s th power) is established 
because sequences are supposed to be random, an expression E<c is established. 

Therefore, computation time required for computing all clusters becomes 
0(D(M+logN)) by transforming 0((L+N)logN+LE(M+logN)+D+KN logN) with the 
use of L, N, KN<D. 

Both of 0(D+NlogN)-time for sorting and 0(DlogN))-time for configuring the 
fixed-length partial sequence table 103 can be included in 0(D(M+logN))-time, so 
that the total computation time required for the clustering and assemble method of the 
present invention becomes 0(D(M+logN)). 

If all sequences has the same length M and hence D=NM, a total computing 
time required for the method of the present invention is 0(MN(M+logN)). In this 
expression, M is a sequence length and is also an amount independent of N. Therefore, 
when N increases, computation time required for the method of the present invention 
only increases on the order of NlogN, far less than the square of N. That is, according 
to the method of the present invention, an object of performing clustering and 
assembling on the order of less than the square of the number of sequences has been 
achieved. 

On the other hand, the main memory which is consumed by the method of the 
present invention, excluding the input sequence data and the cluster information to be 
output, is 0(KN+L ! ). The main memory required for storing the fixed-length partial 
sequence table 103 is O(KN) in case of using a binary-tree, and the cluster information 
being processed becomes 0(L f ) because this information is suppressed by the sum of 
the sequence lengths of respective members. In addition, only O(l) memory is 



£ 0\ {L t + NJlogN + L.E(M + logTV) + + 



KN i log AT 




J 



= 0((L + N) log N + LE(M + log N) + D + KN log N) 



... (4 ) 
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required for other purposes. 0(KN+L f ) does not depend on the length of the input 
sequence and is an amount which only increases on the order proportional to the 
number of sequences. 

FIG. 18 is a block diagram showing an example of a configuration of a device 
for assembling nucleic acid base sequences which performs the above-described 
method. As shown in FIG. 18, the device for assembling nucleic acid base sequences 
of the present invention comprise a CPU 1801 for performing calculation, a display 
1802 for displaying an interface, a keyboard 1803, and a pointing device 1804, and 
further comprises a main memory 1810 storing a program 1805 for sorting the input 
sequences in descending order of their sequence lengths, a program 1806 for 
constructing a fixed-length partial sequence table 103, a program 1807 for searching 
for the input sequence having a partial sequence matching with a consensus sequence, 
a program 1808 for determining whether the consensus sequence and the input 
sequence can be assembled together, a program 1 809 for reconstructing the consensus 
sequence, and the fixed-length partial sequence table 103, as well as an storage 
devices 1813 which can store the input sequence 1811 and a result of clustering and 
assembling 1812 therein. 

After input sequences and parameters required for the method of the present 
invention are specified by the display 1802, the keyboard 1803, and the pointing 
device 1 804, the CPU 1 80 1 executes the program stored in the main memory 1810 and 
the clustering and assembling are performed by the method of the present invention. 
The input sequence 1811 is read from the storage devices 1813. The output result of 
clustering and assembling 1812 can be stored into the storage devices 1813. During 
the progress of clustering and assembling by the method of the present invention, the 
progress of this processing can be displayed on the display 1802. After completing 
this processing, the result of the processing can be also displayed on the display 1802. 

Next, a parameter setting interface, a progress displaying interface, a result 
displaying interface, and a main interface for calling the above described interfaces 
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which are displayed by the display 1802, the keyboard 1803, and the pointing device 
1804 will be described. 

The number of fixed-length partial sequences K to be entered into the 
fixed-length partial sequence table 103 from each input sequence, an upper limit R of 
a distance of the fixed-length partial sequence from respective ends of the input 
sequence, positions of respective fixed-length partial sequences, an upper limit c of an 
expected value of the number of entries matching with a coincidental key which is 
found at the time of referring to the fixed-length partial sequence table 103 
independent of a true overlap, a fixed-length partial sequence length s, and an upper 
limit F of a frequency of occurrence of the partial sequence in the fixed-length partial 
sequence table 103 are input through the parameter setting interface. On the other 
hand, the number of processed sequences during the clustering and assembling 
processes and a ratio thereof to the number of whole input sequences, the number of 
configured clusters, an average of the number of elements which clusters constructed 
so far have, the position of each cluster member sequence in the consensus sequence, 
an exact matching sequence obtained by reference to the fixed-length partial sequence 
table 103 at the time of assembling, and a length of the overlap at the time of 
assembling are displayed through the progress displaying interface. After completing 
the processing, information about the input sequence or the cluster specified by the 
user is displayed through the result displaying interface as is the case of during the 
processing. 

An example of the whole user interface according to the present invention will 
now be described with reference to FIGS. 9, 10, 11 and 12. 

An example of the main interface will be described with reference to FIG. 9. 
This main interface 901 has an input sequence selecting part 907, a parameter setting 
button 905 allowing the parameter inputting interface to appear, and an assemble 
performing button 906 allowing a progress displaying interface to appear and 
performing the clustering and assembling. 
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The user firstly input a pass of a file, in which the input sequences are stored, 
into a file pass input area 902. In this example, a click on a reference button 903 with 
the pointing device 1804 allows a file dialog to appear. The file in which the input 
sequences are stored may alternatively be selected using the file dialog. When the file 
pass of the input sequences is input, the number of sequences N in the file is calculated 
and displayed on an area 904 for displaying the number of sequences. 

After specifying an input sequence, a parameter setting interface is displayed 
by the click on the parameter setting button 905. An example of the parameter setting 
interface will be described later. 

When the assemble performing button 906 is clicked, a progress displaying 
interface appears and the clustering and assembling processes starts. However, it is 
forbidden to click this button until input sequences are input. An example of the 
progress displaying interface will be described later. After the completion of the 
processing, the progress displaying interface is automatically closed, then a result 
displaying interface appears. An example of the result displaying interface will be 
described later. 

Next, an example of the parameter setting interface will be described with 
reference to FIG. 10. The parameter setting interface 1001 shown in FIG. 10 has a 
fixed-length partial sequence position selecting part 1021, a fixed-length partial 
sequence length setting part 1022, and a fixed-length partial sequence key frequency 
upper limit inputting part 1023. 

First, the user can input and specify the number K of fixed-length partial 
sequences to be extracted from each sequences at the time of clustering and 
assembling into an input area 1002 of the fixed-length partial sequence position 
selecting part 1021 by using the keyboard 1803 etc. Further, a parameter R which 
determines the upper limit of the distance between the fixed-length partial sequence 
and the 5'-end or the 3 f -end of input sequences can be input to an input area 1003. The 
value R can also be specified by transversely moving a slider 1005 within a graphical 
user interface 1004. Boxes 1006 represent positions of extracting fixed-length partial 
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sequences and have the width proportional to the length of the fixed-length partial 
sequences specified by reference numeral 1008 or 1009. The number of boxes 1006 
displayed within this graphical user interface 1004 is equal to the value K specified in 
the input area 1002. The boxes 1006 can be freely moved along a line segment 1007 
within R bases of each end by using the pointing device 1804 as long as the boxes do 
not overlap one another. When one of the boxes 1006 located in the vicinity of the 
head end of the line segment 1007 is intended to be R bases or more distant from the 
head end, the boxes 1006 forcibly moves to a position within R bases of a tail end of 
the line segment 1007. When one of the boxes 1006 located in the vicinity of the tail 
end of the line segment 1007 is intended to be R bases or more distant from the tail end, 
the boxes 1006 forcibly moves to a position within R bases of the head end of the line 
segment 1007. 

The user can input and specify an upper limit c of an expected value of the 
number of entries which are found coincidentally despite lack of the true overlap at 
the time of referring the fixed-length partial sequence table 103 into the inputting and 
displaying area 1008 in the part 1022 for setting the fixed-length partial sequence 
length. When c is input, the length s of fixed-length partial sequences is automatically 
calculated as a minimum integer satisfying the expression (1), then the value s is 
displayed within the displaying area 1009. It is also possible to directly input and 
specify the fixed-length partial sequence length s into the area 1009 for inputting and 
displaying the length of fixed-length partial sequences. When s is input, a minimum 
value c satisfying the expression (1), that is, a minimum value c satisfying NK/4 A s<c 
is automatically calculated and displayed within the inputting and displaying area 
1008. 

In addition, an upper limit F of the key frequency in the fixed-length partial 
sequence table 1 03 is specified by the use of the area 1 023 for inputting the upper limit 
of the fixed-length partial sequence key frequency. 

First, the value F can be directly input to an inputting and displaying area 1011 
as a numerical value. If the user chooses not to delete entries whose key frequencies 



are beyond the parameter F, a check box 1012 is checked. In addition, as means for 
specifying the value F, the value F can be set with reference to the actual frequency of 
occurrence of fixed-length partial sequences after producing the fixed-length partial 
sequence table 103. Within a graph displaying area 1013, a graph whose horizontal 
axis represents the frequency of occurrence and whose vertical axis represents the 
rank of the frequency of occurrence is displayed after constructing the fixed-length 
partial sequence table 103 based on the input sequences specified in the file pass input 
area 902. A scaling factor in a vertical direction can be changed by the slider 1017. 
On this graph, the value F can be set by moving the line segment 1014 representing F. 
On the other hand, a list is displayed within a displaying area 1015, in which a 
plurality of tupples of fixed-length partial sequences as keys and the frequencies of 
occurrence in the fixed-length partial sequence table 103 are aligned in descending 
order of their frequencies of occurrence. Also, the value F can be set even if the line 
segment 1016 representing the value F is moved within the displaying area 1015. 
When one of the three element, that is, the area 1011 for inputting and displaying the 
upper limit F, the line segments 1014 and 1016 representing F is operated to change 
the value F, representations on the remaining two elements are also changed in 
response to the renewal of the value F. 

If the set of parameters specified with the interface described above is 
confirmed to be used for the clustering and assembling, a button 1018 is clicked. To 
abandon those parameters and restore them to those before displaying the parameter 
input interface, a button 1019 should be clicked. 

Next, an example of the progress displaying interface for displaying the 
processing progress of clustering and assembling will be described with reference to 
FIG. 11. The progress displaying interface 1101 of this example has a total processing 
status display 1121, a cluster assembling status display 1122, and a sequence 
comparing status display 1123. 

On the total processing status display 1121, the number of sequences already 
added to any of the clusters is displayed within a displaying area 1 102, the number of 



produced clusters is displayed within a displaying area 1103, and an average of the 
number of cluster elements is displayed within a displaying area 1104 during the 
processing. Within an area of a bar graph 1 105, a part 1 106 representing the number 
of processed sequences is displayed in the way to be easily discriminated from the 
other part in the bar graph, for example, using different color from the one of the 
remaining part. 

An assembling status of each cluster is displayed on the cluster assembling 
status display 1 122. The consensus sequence 104 is displayed as a horizontally 
oriented rectangle 1 107. An area 1 108 within the rectangle 1 107 corresponding to an 
area which has been scanned by the fixed length window 105 is displayed in the way 
to be easily discriminated from the other area in the rectangle 1 107. While the fixed 
length window 105 scans the consensus sequence 104, the number of detected exact 
matching found by using the partial string determined by the window 105 as a key is 
displayed after each time of referring to the fixed-length partial sequence table 103. 
An area in the consensus sequence 104 having an extremely high number of matching 
may suggest that the repeating sequences or functional domains exist. 

An input sequence 502 assembled to the consensus sequence 104 is displayed as 
a horizontal line segment 1110. An area representing the exact matching having a 
length of s used for adding such an input sequence 502 to the cluster is displayed as an 
area 1111 in the way to be easily discriminated from the other area in the sequence. 
However, the sequence firstly added to the cluster is not added to the cluster based on 
the exact matching having a length of s, so that its display 1112 does not include the 
display 1111 showing the exact matching having a length of s. 

In addition, when a new member is added to the cluster, the fixed-length partial 
sequence corresponding to the exact matching having a length of s is displayed within 
a displaying area 1113 of the sequence comparing status display 1123 and the 
overlapping length at the time of assembling is displayed within a displaying area 
1114. 
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In order to prevent a decrease of speed with overhead of caused by displaying, 
displaying may be stopped or restarted after each time of clicking on a toggle button 

1115 on which a sign "simultaneous display" is written. During pushing the button 

1116 on which a sign "pause" is written, the display as well as the clustering and 
assembling processes can be temporarily suspended. 

Next, an example of the result displaying interface for displaying results of 
clustering and assembling processes will be described with reference to FIG. 12. The 
result displaying interface 1201 shown in FIG. 12 has a displaying area 1222 for 
displaying the total processing result, a displaying area 1223 for displaying the cluster 
assembling status, a display area 1224 for displaying the sequence assembling status, 
and an area 1225 for selecting a cluster to be displayed. 

The number of all input sequences, the number of produced clusters, and the 
average cluster size are displayed within the area 1222 for displaying the total 
processing result. 

The displaying area 1223 for displaying the assembling status of each produced 
cluster will now be described. A display 1204 for showing the consensus sequence 
104, a graph 1205 showing the frequency of exact matching having a length of s which 
has been found at the time of referring to the fixed-length partial sequence table 103, 
a line segment 1206 representing an input sequence 502 which is one of the cluster 
members, and an exact matching 1207 having a length of s used for adding the input 
sequence 502 to the cluster are respectively similar to the displays 1107, 1109, 1110 
and 1111 of the progress displaying interface 1101. Although, in the progress 
displaying interface 1101, an exact matching sequence and an overlapping length 
about only the input sequence being processed are displayed within the displaying 
areas 1113 and 1114 as a sequence assembling status, in this result displaying 
interface 1201, it is possible to select any sequence in the cluster being displayed and 
to display an overlapping length 1209 and an exact matching sequence 1210 having a 
length of s. The sequence is displayed with emphasis by the use of a frame 1208 for 
example. The input sequence which is focused on can be changed to another sequence 
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by clicking on the line segment 1 206 with the pointing device 1 804 or by the keyboard 
1803. 

The result displaying interface 1201 can also select a cluster to be displayed. 
After an input sequence name is input into an area 1211 of the input sequence name 
and a displaying button 1212 is clicked, an assembling status of the cluster including 
the input sequence is displayed. The input sequence specified by the user is displayed 
with emphasis by the frame 1208 for example, and the overlapping length and the 
exact matching sequence having a length of s about the input sequence are 
respectively displayed within the displaying areas 1209 and 1210. A cluster can also 
be specified and displayed in addition to the input sequence. During the clustering 
and assembling processes, the cluster is displayed by numbering the output cluster in 
consecutive order, inputting the number into an inputting area 1213 and clicking on a 
displaying button 1214. 

Actually, software for clustering and assembling the input sequence was 
implemented based on the method of the present invention for the purpose of testing 
it. This test implementation uses an array in stead of a two-way list for representing 
the consensus sequence, so that the asymptotic time complexity increases compared 
with the method of the present invention. Further, the test implementation of the 
fixed-length partial sequence table 103 uses a multimap class of the library STL of 
C++ language. According to this data structure, it is possible to perform the 
processing including element insertion, search, and deletion within a period of time 
proportional to a logarithm of the number of elements as is the case with the 
balanced-tree. This test implementation dose not include a graphical interface. 

To perform the clustering and assembling processes, it is necessary to set the 
value s correctly. The expected value of the number of entries which are 
coincidentally found despite lack of true overlaps between input sequences is NK/4 A s 
or less provided that the sequence is random, and the computing time becomes shorter 
as the value s becomes greater. However, the value s is desirable to be as small as 
possible in order to minimize the possibility that errors are found in the sequences and 



the exact matching is not established. Under the condition that a computer word has 
32-bits, it is necessary to use a fixed-length partial sequence having up to 16 bases if 
the sequence is represented by one computer word, on the other hand, the number of 
bases can be augmented up to 32 bases if a fixed-length partial sequence is 
represented by two computer words. 

In order to determine an optimum value s, the time required for clustering and 
assembling was measured with the values N, K and s changed. The sequence data of 
interest was produced as follows in order to simulate the clustering and assembling of 
ESTs obtained from mRNAs. That is, one hundred thousand random sequences were 
prepared, the number of sequences being said to be the same as that of protein in 
human body and each of the sequences having a length of 2000 bases which was 
almost the same as the length of general mRNAs. Then sequences having a length of 
500 bases which was the same as the length of ESTs were randomly extracted and 
created. A computer having a CPU clock frequency of 1.7 GHz and a main memory 
capacity of 1 GB was used. The results are shown in Table 1. Table 1 consists of the 
time required for clustering and assembling, an increasing rate of the processing time 
when the value s is decreased (a value obtained by dividing the processing time 
required when a length of the fixed-length partial sequence is s+1 by the processing 
time required when the length is s), and an expected value NK/4 A s of the number of 
entries coincidentally found at the time of referring to the fixed-length partial 
sequence table 103 independent of true overlaps between input sequence. 
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Time required for clustering and assembling processes (sec.) 




[Table 1] 



The first table shows that the computing time hardly changes when the value s 
is large, but the computing time sharply increases when the value s becomes smaller 
beyond a certain degree. For example, under the condition of N=65536 and K=2, a 
computing time required for a case of s=9 becomes two times longer than that required 
for a case of s=10. To shorten the computing time, it is desirable to set the value s 
within a range where the processing time does not sharply increase. Table 1 shows 
that it is necessary to set the value s at 10 or more at the minimum in order to suppress 
an increase of the computing time within a range of two times, when treating the data 
about the number of sequences which have been treated in this experiment. 
Considering Table 1 in more detail, it is found that the increasing rate of the 
computing time when NK/4 A s<0.125 is 1.5 or less. Thus, it is also found that 
providing c=0.125 and taking the value s so as to satisfy the expression (1) lead to 
savings in the computing time. 



31 



i 

We have attempted to perform the clustering of nucleic acid sequences derived 
from mRNAs by the use of the above described software. The data used were 
sequence data disclosed in a database managed by the U.S. public institutions and the 
number of all sequences was 1,536,220 and the number of all bases was 656,663,661 . 
A computer having a CPU clock frequency of 450 MHz and a main memory capacity 
of 4 GB was used. The fixed-length partial sequence length s which was given by the 
value c=0.125 and the expression (1) was 13. Further, the values K, R and F were as 
follows; K=2, R=13 (a partial sequence having a length of s=13 distant from a head 
end and from a tail end is entered into the fixed-length partial sequence table), and 
F=l. 

It took 172 minutes and 57 seconds to complete the clustering and assembling 
processes. The number of obtained clusters was 732,166. 

Although a software employing a method from the above described Huang, X. 
and Madan, A., Genome Research, 9:868-877, 1999 has been developed, it is 
impossible to simultaneously process one million sequenced because of the 
limitations of the number of input sequences. On the other hand, a method from 
Altschul, S.F. et al., Nucleic Acid Research, 25:3389-3402,1997 does not comprise 
the whole of clustering and assembling processes, but it is possible to perform an 
overlap search among sequences, which is a part of the clustering and assembling 
processing. However, it is predicted that a workstation having a CPU clock frequency 
of 450 MHz requires about 9 seconds for searching for every sequence which overlaps 
one sequence and that it takes about 160 days to search all overlaps potentially 
existing among 1,536,220 sequences. 

The method of the present invention has been demonstrated to be effective 
because the above described software whose asymptotic time complexity is worse 
than that of the method of the present invention has successfully performed the 
clustering and assembling of the sequence data comprised of 1,536,220 sequences in 
such a short period of time as 172 minutes and 57 seconds. 
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According to another aspect of the present invention, following devices are 
provided. 

(1) A device for assembling nucleic acid base sequences comprising: 

input means for inputting parameters associated with fixed base length of 
partial sequences which are set in the head end and tail end region of each input 
nucleic acid base sequence; 

means for entering identification information about each of a plurality of input 
nucleic acid base sequences and fixed-length partial sequences extracted from the 
nucleic acid base sequences based on the parameters input by said input means into a 
table, both of which are associated with each other; 

means for searching for a nucleic acid base sequence which has a partial 
sequence matching with a part of a consensus sequence with reference to said table; 

determination means for comparing the nucleic acid base sequence searched in 
said step with said consensus sequence and determining whether the both sequences 
can be assembled or not; and 

means for assembling said consensus sequence and said searched nucleic acid 
base sequence so as to reconstruct a consensus sequence if said determination means 
determines that the both sequences can be assembled. 

(2) The device for assembling nucleic acid base sequences according to item (1) 
wherein said input means has a display for graphically displaying a position of said 
fixed base length of partial sequence in the input nucleic acid base sequence relative 
to a terminal of the sequence so that a position of a fixed-length partial sequence 
specified by a user can be immediately reflected on the display. 

(3) The device for assembling nucleic acid base sequences according to item (1) 
wherein said input means inputs a number of fixed-length partial sequences to be 
extracted for one input nucleic acid base sequence and a number of bases in said fixed 
base length of partial sequence. 

(4) The device for assembling nucleic acid base sequences according to item (1) 
wherein said input means specifies a length of the fixed base length of partial 



sequence to be entered into said table, based on an expected value of a number of 
coincidental matching detected at the time of referencing the table. 

(5) The device for assembling nucleic acid base sequences according to any one of 
item (1) comprising a display for displaying graphics and/or numerical values 
representing a frequency of occurrence of each of said fixed-length partial sequences 
entered into said table. 

(6) The device for assembling nucleic acid base sequences according to item (5) 
comprising means for specifying an upper limit of said frequency of occurrence and 
means for deleting an entry whose frequency of occurrence is beyond the upper limit 
specified from said table. 

(7) The device for assembling nucleic acid base sequences according to item (1) 
comprising means for displaying each input nucleic acid base sequence assembled to 
said consensus sequence together with a position of the fixed-length partial sequence 
in said input nucleic acid base sequence matching with a part of said consensus 
sequence. 

According to the present invention, it becomes possible to perform a clustering 
and assembling processes within 0(D(M+logN))-time, if D is the number of all bases 
in all input sequences, N is the number of all input sequences, and M is the length of 
the longest input sequence, so that the clustering of a massive amount of sequence 
data over 1.5 million sequences can be performed in several hours and graphical user 
interfaces are provided. 
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ABSTRACT OF THE DISCLOSURE 

An object of the present invention is to perform the clustering and assembling 
of nucleic acid base sequences at a high speed. Partial sequences 102 are extracted 
from each input sequence 101 and entered into a fixed-length partial sequence table 
103. In the case where a sequence overlapping with a consensus sequence 104 is 
searched while making reference to the fixed-length partial sequence table 103 and 
consequently a partial sequence 102, which exactly matches with a sequence defined 
by a fixed length window 105 scanning along the consensus sequence, is found to be 
present, whether the whole input sequence can be assembled or not is determined by 
comparing the sequences. If it is possible to assemble the sequences, they are 
assembled into a consensus sequence and also joined into the same cluster. The 
clustering and assembling are performed by repeatedly processing this procedure 
based on greedy method until no unprocessed input nucleic acid base sequence is left. 
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